. NC/FL ratio is set to 1.00, NDC80 complex subunits are in blue, MIS12 complex subunits in green, BUB proteins in orange. (E and F) Representative images (E) and quantification (F) of LAP-KNL1-expressing Flp-in HeLa cells transfected with siRNAs to luciferase (siLUC) or to KNL1 (siKNL1) and treated with nocodazole. LAP-KNL1 is shown in green, MPS1 in red, centromeres (CREST) in blue, and DNA (DAPI) in white. Bars, 5 µm. Quantification in E shows total kinetochore signal intensity (+SD) of LAP-KNL1 and MPS1 over CREST. Data are from >15 cells and representative of 3 experiments. Levels of kinetochore MPS1 in control cells and of kinetochore LAP-KNL1 in KNL1-FL-expressing cells are set to 1. Representative images (G) and quantification (H) of MAD1 kinetochore levels as done for MPS1 in E and F. Table indicates the ability ( or +) to recruit BUBR1 by the indicated KNL1 fragments (see also Fig. 3 B) . (B) Quantification of Fig. 3 B and Fig. 5 B. (B) Immunostaining and quantification of centromeric H2A-Thr120 phosphorylation in Flp-in HeLa cells expressing LAP-KNL1 variants and transfected with siLUC or siKNL1. Thr120 is quantified over CREST (n = 10 representative of three independent experiments).
